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Background:Human�-defensinHD5 is amultifunctional antimicrobial peptidewhose functional determinants have yet to
be elucidated.
Results:Alanine scanningmutagenesis aided by x-ray crystallography identified Leu29 at the dimer interface as crucial;N-meth-
ylation of Glu21 to debilitate HD5 dimerization also affected activity.
Conclusion: Dimerization and hydrophobicity are important for HD5 function.
Significance: The molecular basis of �-defensin function is better understood.

Human �-defensins are cationic peptides that self-associ-
ate into dimers and higher-order oligomers. They bind pro-
tein toxins, such as anthrax lethal factor (LF), and kill bacte-
ria, including Escherichia coli and Staphylococcus aureus,
among other functions. There are six members of the human
�-defensin family: four human neutrophil peptides, includ-
ing HNP1, and two enteric human defensins, including HD5.
We subjected HD5 to comprehensive alanine scanning
mutagenesis. We then assayed LF binding by surface plasmon
resonance, LF activity by enzyme kinetic inhibition, and anti-
bacterial activity by the virtual colony count assay. Most
mutations could be tolerated, resulting in activity compara-
ble with that of wild type HD5. However, the L29A mutation
decimated LF binding and bactericidal activity against Esch-
erichia coli and Staphylococcus aureus. A series of unnatural
aliphatic and aromatic substitutions at position 29, including
aminobutyric acid (Abu) and norleucine (Nle) correlated
hydrophobicity with HD5 function. The crystal structure of
L29Abu-HD5 depicted decreased hydrophobic contacts at
the dimer interface, whereas the Nle-29-HD5 crystal struc-
ture depicted a novel mode of dimerization with parallel �
strands. The effect of mutating Leu29 is similar to that of a
C-terminal hydrophobic residue of HNP1, Trp26. In addition,
in order to further clarify the role of dimerization in HD5
function, an obligate monomer was generated by N-methyla-
tion of the Glu21 residue, decreasing LF binding and antibac-

terial activity against S. aureus. These results further charac-
terize the dimer interface of the �-defensins, revealing a
crucial role of hydrophobicity-mediated dimerization.

Defensins are multifunctional peptides of innate immu-
nity (1–5). These small, 2–5-kDa peptides are classified into
�, �, and � families based on sequence homology and the
connectivity of disulfide bonds linking the six conserved cys-
teine residues (6, 7). Defensins bind carbohydrates (8, 9),
lipids (10, 11), and DNA (12) and are active against a wide
range of microorganisms, including bacteria (13, 14) and
viruses (15–17). Defensins are also capable of interacting
with an diverse array of cellular receptors and host proteins,
playing important immunomodulatory functions (5, 18). In
humans, six members of the �-defensin family have been
described: human neutrophil peptides 1–4 (HNP1 to -4)
present in the neutrophil granules (19–22) and human
defensin 5 and 6 (HD5 and -6) secreted by the Paneth cells of
the intestinal crypts (23, 24). Each of the six �-defensins is
expressed with a pro-domain, which functions in sorting to
the correct compartment, the inhibition of activity while the
pro-peptide is still attached, and the facilitation of the cor-
rect folding of the mature defensin (25–31).
The exact mechanisms of defensin function are not fully

understood. Human �-defensins kill Gram-positive bacteria
preferentially to Gram-negative bacteria, suggesting a mode of
action that depends upon bacterial physiology (14). The tradi-
tional view holds that electrostatic interactions and disruption
of the bacterial membrane cause lethality, which appears to
explain the sensitivity of the Gram-negative Escherichia coli
(32). However, a recent study failed to find a correlation
between �-defensin membrane activity and killing of the
Gram-positive Staphylococcus aureus, instead attributing cell
death to lipid II binding and sequestration (11), a mode of
action reminiscent of the lantibiotic peptide nisin (33, 34) and
other defensins (35–37). Defensins also neutralize secreted
bacterial toxins and virulence factors (1, 38–42), including
anthrax lethal toxin (43–45), which is a binary complex of two
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proteins secreted byB. anthracis: lethal factor (LF)4 and protec-
tive antigen (46). LF is a Zn2�-dependent protease that induces
cell death inmacrophages throughdisruption of signaling path-
ways, and its inhibition has relevance for the development of
therapies to treat anthrax exposure (47).

�-Defensins adopt a three-stranded �-sheet core structure
stabilized by three intramolecular disulfides and associate into
a dimer via their second�-strands (48, 49). Themolecular basis
of themyriad�-defensin functions is gradually being elucidated
(1). Many of the prior studies have been focused on two model
systems:HNP1 and�-defensins frommouse crypts, also known
as cryptdins (50). Collectively, these studies have provided
important insights into the structural and functional roles of
disulfide bonding (51, 52), cationicity (53, 54), and conserved
elements, such as the Arg-Glu salt bridge (55–58) and invariant
Gly residue (59, 60) in the action of �-defensins. Recently, a
comprehensive Ala scanning mutagenesis of HNP1 has discov-
ered that a hydrophobic residue near the C terminus, Trp26,
governs the ability of this �-defensin to kill Staphylococcus
aureus, inhibit anthrax lethal factor, and bind HIV-1 envelope
glycoprotein gp120 (61); methylation of a peptide bond at the
putative dimer interface of HNP1 debilitates its dimerization
and is functionally detrimental (62). Despite structural conser-
vation, mammalian �-defensins share rather limited sequence
identity. Whether or not these findings seen with HNP1 can be
generalized to other members of the �-defensin family remains
to be tested.
The two enteric human �-defensins HD5 and HD6 play

important roles in intestinal host defense and homeostasis (63).
Although several structure-function relationship studies have
been reported on HD5, focusing on disulfide bonding, the con-
served salt bridge, and selective cationic and hydrophobic res-
idues (8, 52, 56, 64–71), the molecular determinants of HD5
function remain largely unexplored. In the present study, an
Ala scanning approach, aided by x-ray crystallography, enabled
the thorough examination of the bactericidal properties and
anthrax lethal factor inhibition of HD5 as a function of its
sequence. Somewhat analogous to HNP1 Trp26, HD5 Leu29 at
the C terminus was identified as the most important residue.
For functional interrogation, a series of hydrophobic amino
acid substitutions were synthesized at position 29 using side
chains of increasing aliphatic or aromatic chain length, includ-
ing aminobutyric acid (Abu), norvaline (Nva), norleucine (Nle),
Phe, and biphenylalanine (Bpa) (Fig. 1). To further study the

effect of dimerization on HD5, Glu21 at the dimer interface
was N-methylated to produce an obligate HD5 monomer.
Together, these mutant forms of HD5 portrayed the influence
of Leu29 and dimerization in the context of a richer understand-
ing of the significance of hydrophobicity in the C-terminal
region of the human �-defensins.

MATERIALS AND METHODS

Synthesis of HD5 and Mutant Analogues—The amino acid
sequence of HD5 is as follows: ATCYCRTGRC10ATRESLSG-
VC20EISGRLYRLC30CR32. HD5 was synthesized as described
previously (72). The same procedure was used to synthesize a
set ofHD5moleculeswith a single alanine substitution at one of
the positions in the sequence: T2A, Y4A, T7A, G8A, R9A,
T12A, R13A, S15A, L16A, S17A, V19A, E21A, I22A, S23A,
G24A,R25A, L26A,Y27A,R28A, andR32A. E21I-HD5was also
synthesized by this procedure. All of the cysteine residues
(Cys3, Cys5, Cys10, Cys20, Cys30, andCys31), an invariant glycine
Gly18 (59, 60), two residues that forma structurally essential salt
bridge (Arg6 and Glu14) (56), and the two native alanines (Ala1
and Ala11) were excluded from the mutagenesis. L29A-HD5
was synthesized as a pro-peptide following native chemical liga-
tion with the HD5 pro-domain as described (56). The other
L29X-HD5 mutants, L29Abu-HD5 (aminobutyric acid),
L29Nva-HD5 (norvaline), L29Nle-HD5 (norleucine), L29F-
HD5, and L29Bpa-HD5 (biphenylalanine) did not require liga-
tion to the pro-peptide, and all were synthesized using the same
procedure as HD5 (72). N-Methylated HD5, MeGlu21-HD5,
was prepared by replacingGlu21withN-methyl-Glu in theHD5
synthesis procedure. All peptides were purified to homogeneity
by C18 reversed-phaseHPLC, and theirmolecularmasses were
verified by electrospray ionization MS. The quantification of
defensins was done by UV measurements at 280 nm using
molar extinction coefficients calculated from a published algo-
rithm (73). Recombinant anthrax lethal factor was purchased
from List Biological Laboratories, Inc. A sequence-optimized
chromogenic substrate of lethal factor, Ac-NleKKKKVLP-p-
nitroaniline, was synthesized as described (52).
Surface Plasmon Resonance (SPR)-based LF Binding—SPR

experiments were performed on a BIAcore T100 system (BIA-
core, Inc., Piscataway, NJ), unless stated otherwise, at 25 °C in
10 mM HEPES, 150 mM NaCl, 0.05% surfactant P20, pH 7.4
(with or without 3 mM EDTA). LF was immobilized on a CM5
sensor chip at a level of 2500 response units by the amine cou-
pling protocol. Analytes were introduced into the flow cells at
30 �l/min in the running buffer. Association and dissociation
were assessed for 5 and 10 min, respectively. Resonance signals
were corrected for nonspecific binding by subtracting the back-
ground of the control flow cell. After each analysis, the sensor
chip surfaceswere regeneratedwith 10mMglycine solution (pH
2.0) and 50 mM NaOH and equilibrated with the buffer before
the next injection. Binding isotherms were analyzed with BIA-
evaluation software and/or GraphPad Prism.
LF Inhibition Kinetics—The inhibition of LF by various

defensins was quantified using an enzymatic kinetic assay (52).
Briefly, freshly prepared LF at a final concentration of 1 �g/ml
(10 nM) was incubated at 37 °C for 30min with a 2-fold dilution
series of defensin in 20 mm HEPES buffer containing 1 mM

4 The abbreviations used are: LF, lethal factor; SPR, surface plasmon reso-
nance; Abu, aminobutyric acid; Nle, norleucine; Bpa, biphenylalanine; Nva,
norvaline; H-bond, hydrogen bond; vLD, virtual lethal dose.

FIGURE 1. Side chains of Ala and the non-coded amino acids Abu, Nva,
Nle, and Bpa.
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CaCl2 and 0.5% Nonidet P-40, pH 7.2. 20 �l of LF substrate (1
mM) was added to each well to a final concentration of 100 �M

in a total volume of 200 �l. The enzyme activity, characterized
as a time-dependent absorbance increase at 405 nm due to the
release of p-nitroaniline, was monitored at 37 °C over a period
of 5 min on a 96-well Vmax microplate reader (Molecular
Dynamics, Inc.). Data are presented in a plot showing percent-
age inhibition versus defensin concentration, from which IC50
values (the concentration of defensin that reduced the enzy-
matic activity of LF by 50%)were derived by a non-linear regres-
sion analysis.
Virtual Colony Count—Antimicrobial assays against E. coli

ATCC25922 and S. aureusATCC29213were conducted using
a previously detailed 96-well turbidimetric method called “vir-
tual colony count” (14). A 2-fold dilution series of defensin,
ranging from 0.195 to 50 �M in 10 mM sodium phosphate, pH
7.4, plus 1% tryptic soy broth, was incubated at 37 °C for 2 h
with E. coli or S. aureus (1 � 106 cfu/ml), followed by the addi-
tion of twice concentrated Mueller-Hinton broth. Kinetic
measurements of bacterial growth at 650 nm over 12 h were
taken using a Vmax plate reader kept in a 37 °C room. Data
analysis utilized a Visual Basic script to calculate the time nec-
essary for each growth curve to reach a threshold change in
optical density at 650 nm of 0.02. To increase the sensitivity of
bacterial killing, the phosphate buffer used in the 2-h incuba-
tion period contained 1% tryptic soy broth, as was used previ-
ously for defensins (30, 52).
Crystallization, Data Collection, and Structure Determina-

tion—Crystallization screenings were conducted at room
temperature using the hanging drop, vapor diffusion method
and the commercially available crystallization Sparse Matrix
Screens (Hampton Research). The drops were generated by
mixing 0.5 �l of defensin solution (prepared at 20 mg/ml in
water) with 0.5�l of reservoir solution and placed over 0.8ml of
reservoir solution. The final compositions of the reservoir and
cryosolutions are listed in supplemental Table S1. In all cases,
the crystals appeared after 1 day and grew to their final sizes
within a week. X-ray diffraction data were collected from flash-
frozen crystals mounted on a rotating anode x-ray generator
Rigaku-MSC Micromax 7 equipped with a Raxis-4�� image
plate detector (at the X-ray Crystallography Core Facility, Uni-
versity of Maryland, Baltimore, MD) and at the Stanford Syn-
chrotron Radiation Lightsource BL7–1 beamline on an ADSC
QUANTUM315 area detector. Crystal diffraction images were
indexed, integrated, scaled, and merged using the HKL2000
package (74). The data collection statistics are shown in supple-
mental Table S2.
The structures of L29Abu-HD5, L29Nle-HD5, andMeGlu21-

HD5 were solved by molecular replacement using the program
Phaser from the CCP4 suite (75) with the HD5 monomer as a
search model (Protein Data Bank entry 1ZMP (48)). The struc-
tures were refined with the programRefmac (76), and themod-
els were corrected by manually refitting into the electron den-
sity and rebuilt using the program COOT (77). The refinement
results are summarized in supplemental Table S2. The coordi-
nates and structure factors have been deposited in the Protein
Data Bank with accession codes of 4E86, 4E83, and 4E82 for
L29Abu-HD5, L29Nle-HD5, and MeGlu21-HD5, respectively.

Molecular graphicswere generated using PyMOL (Schrodinger
LLC, New York).

RESULTS

All Mutants Could Be Folded without Pro-domain Except for
L29A-HD5—For this study, we synthesized and folded wild
type HD5 and its 28 analogs, including 21 alanine scanning
mutants, five L29X-HD5 mutants, one N-methylated peptide,
MeGlu21-HD5, and E21I-HD5. We excluded mutations of the
six conserved cysteine residues and the invariant Gly18 as well
as the salt bridge-forming residues Arg6 and Glu14 because
these residues ensure the structural integrity of HD5 and other
�-defensins. We have previously established robust, facile syn-
thesis and folding protocols for human �-defensins, which we
employed to synthesizeHD5 and all of itsmutants except L29A.
L29A could not be productively folded alone using the standard
procedure, resulting in precipitation and a highly heterogene-
ous HPLC trace. However, �-defensin pro-domains have a
chaperone-like effect on the oxidative folding of the mature
defensin (30). Native chemical ligation (78, 79) between the
defensin and its pro-domain followed by oxidation resulted in
the correctly folded full-length pro-defensin (56). The pro-do-
main was subsequently removed via cyanogen bromide cleav-
age, leaving the folded defensin intact. All peptides were
purified to homogeneity by preparatoryHPLC, and their exper-
imentally determined molecular masses were in agreement
with the calculated values based on their average isotopic com-
positions (data not shown).
Alanine Scanning Mutations Point to Leu29 as Most Crucial

Residue—Weutilized SPR to assay the binding of the analogues
to anthrax lethal factor. As shown in Fig. 2, wild type HD5
bound to LF with high affinity, as observed previously (52). Of
all of the alanine scanning HD5 analogues tested, only S15A-
HD5 bound to LF more efficiently. Interestingly, mutations of
predominantly hydrophobic residues in the C-terminal region
of the peptide, such as L26A, Y27A, and especially L29A,
showed theweakest binding to LF of the panel of peptides. Also,
mutations that reduced the net positive charge of the molecule
(Arg-to-Ala substitutions) showed weaker binding compared
with the wild type peptide only when residues were located
toward the C terminus. For example, the R28A and R25A ana-
logues showedweaker binding thanR9Aor R13A,with the final
C-terminal R32A analog being the exception. Notably, the
increase of cationicity due to the replacement of the single ani-
onic residue in the sequence (E21A) also significantly reduced
binding affinity for LF.
We have shown previously that wild type HD5 binds to and

neutralizes the enzymatic activity of anthrax lethal factor or LF,
amajor virulence factor fromBacillus anthracis (52).We deter-
mined the effects of alanine mutations on the ability of HD5 to
inhibit the enzymatic activity of LF. Fig. 2 shows the percentage
residual LF activity as a function of the defensin concentration.
Non-linear regression analysis was used to calculate the IC50
values, listed in Table 1. Wild type HD5 showed a higher IC50
value than the one reported previously (332 versus 192 nM) (52).
As was the case for LF binding described above, most alanine
scanning analogues inhibited LF activity comparably to thewild
type peptide, as illustrated by only marginal differences in IC50
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values. Also consistentwith the binding results, LF activity inhi-
bition was weakest for analogues mutated in the C-terminal
region. Notably, of all peptides tested, the L29A analog showed
the weakest ability to inhibit LF activity (IC50 � 1672 � 500
nM). Unexpectedly, theG8A analog showed the secondweakest
LF inhibition (IC50 � 1418 � 183 nM), suggesting that this
glycine may be structurally significant. Previous studies high-
lighted the importance of a glycine corresponding to Gly18 that
is conserved in all of the human �-defensins (59, 60). With the
exception of G8, these results suggest that the single alanine
mutations that most severely affect LF interactions are near the
C terminus. Furthermore, they suggest that a decrease in
hydrophobicity is functionally deleterious for LF binding and
inhibition of LF activity, more so than a decrease in cationicity.

We tested the bactericidal capacity of selected alanine scan-
ning HD5 mutants, R9A, S17A, E21A, I22A, Y27A, and L29A,
and also the E21I mutant, in which the negatively charged HD5
residue was replaced with the corresponding hydrophobic res-
idue from the HNP1 sequence. Fig. 3 shows the survival of
E. coli or S. aureus against HD5 and analogues ranging in con-
centration from 0.195 to 50 �M. Virtual lethal dose values are
given in Table 2. As observed previously, S. aureus was more
susceptible to HD5 than E. coli (14, 65). Strikingly, L29A-HD5
showed essentially no bactericidal activity against S. aureus,
even at the highest concentration tested (50 �M), and showed
reduced killing of E. coli. The decrease in the positive charge of
R9A-HD5 attenuated killing against both strains, whereas the
increase in cationicity of E21A-HD5 and E21I-HD5 enhanced
killing. Y27A-HD5 had strongly reduced killing of S. aureus but
not E. coli.
HD5 L29X Mutations Alter Mode of Dimerization and Em-

phasize Role of Hydrophobicity—The results of bacterial killing
and the LF binding and inhibition experiments showed the
importance of Leu29 for HD5 function. To further examine the
nature of side chain hydrophobicity for the functional activity
of HD5 at this position, we introduced the unnatural amino
acids �-aminobutyric acid (L29Abu-HD5), norvaline (L29Nva-
HD5), and norleucine (L29Nle-HD5). Hydrophobicity of these
analogues is progressively restored compared with the alanine
substitution by increasing the length of the aliphatic side chain.
Two additional analogues were prepared, L29F-HD5 and L29-
Bpa-HD5 (biphenylalanine), to determine the effects of aro-
matic hydrophobicity. Interestingly, although it was necessary
to synthesize the L29A analog as a pro-peptide, the other Leu29

analogues, L29F, L29Bpa, L29Abu, L29Nva, and L29Nle, folded
correctly without the need for ligation to the pro-peptide. All
peptides were purified to homogeneity, and their respective
molecular masses were verified by mass spectrometry.
In addition, to validate the structural changes introduced

by Abu and Nle substitutions, we solved the x-ray structures
of L29Abu-HD5 and L29Nle-HD5 by a molecular replace-
ment approach at resolution 2.75 and 1.9 Å, respectively

FIGURE 2. LF binding and inhibition by HD5 and alanine scanning mutants. A, representative binding kinetics of defensins, each at 200 nM, on immobilized
LF (2500 response units) as determined by SPR. Wild type HD5 is highlighted with a thick black line, and the 10 color-coded HD5 analogs are R9A, R13A, S15A,
E21A, R25A, L26A, Y27A, R28A, L29A (red), and R32A. B, inhibition of LF activity by different concentrations of defensin. The data are averages of three
independent enzyme kinetic measurements. For clarity, only the inhibition curves of HD5 (black), G24A (dotted blue line), L29A (red), and G8A (dotted red line)
are highlighted with error bars.

TABLE 1
IC50 values of LF inhibition by HD5, alanine scanning mutants, L29X
mutants, and MeGlu21-HD5

HD5 variant IC50

nM
Wild type HD5 332 � 47
T2A 481 � 78
Y4A 696 � 82
T7A 370 � 45
G8A 1418 � 183
R9A 372 � 45
T12A 453 � 44
R13A 293 � 39
S15A 316 � 68
L16A 627 � 58
S17A 318 � 42
V19A 475 � 32
E21A 301 � 36
I22A 519 � 130
S23A 338 � 58
G24A 232 � 46
R25A 477 � 105
L26A 573 � 148
Y27A 759 � 190
R28A 790 � 158
L29A 1672 � 500
R32A 295 � 64
L29Abu 501 � 75
L29Nva 469 � 90
L29Nle 477 � 75
L29F 324 � 47
L29Bpa 1027 � 112
MeGlu21 750 � 150
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(supplemental Table S2). L29A-HD5 also crystallized but dif-
fractedpoorly, andwewereunable to solve the structurebymolec-
ular replacement. In all cases, a continuous and well defined elec-
trondensity clearly confirmedthe identityof eachmutationaswell
as the connectivity of three disulfide bonds, which are identical
with the wild type protein (Cys3–Cys31, Cys5–Cys20, and Cys10–
Cys30) (Fig. 4). The tertiary structure is verywell preserved among
all structurally independentmonomers ofHD5analogs,which are

essentially identical to eachother and to thewild typeHD5 (Fig. 5).
The rootmean squaredeviations between32 equivalentC� atoms
within monomers of HD5 analogs and wild type HD5 are in the
range of 0.36–1.1 Å.
Analysis of intermolecular contacts within L29Abu-HD5

and L29Nle-HD5 crystals indicate that these analogs form sta-
ble but distinct dimers in the crystals (Fig. 6). L29Abu-HD5
monomers associate into dimers that are very similar to the

FIGURE 3. Bactericidal activity of HD5 and analogues against E. coli and S. aureus. Bacteria were treated with a 2-fold dilution series of each peptide from
0.195 to 50 �M. Each curve is the mean of triplicate (n � 3) experiments except HD5 versus E. coli (n � 12), HD5 versus S. aureus (n � 9), L29A versus S. aureus (n �
9), and E21A versus S. aureus at 6.25 �M (n � 2; an anomalous measurement was discarded). Zero survival cannot be plotted on a logarithmic scale. E21A-HD5
killed E. coli completely above 3.1 �M and S. aureus completely above 12.5 �M. E21I-HD5 killed E. coli completely above 6.3 �M and S. aureus completely above
12.5 �M. S17A-HD5 killed S. aureus completely at 50 �M.

TABLE 2
Antimicrobial virtual lethal doses (�M) that kill 50, 90, 99, and 99.9% of E. coli and S. aureus, as inferred using the virtual colony counting assay
(7)

Defensin
E. coli ATCC 25922 S. aureus ATCC 29213

vLD50 vLD90 vLD99 vLD99.9 vLD50 vLD90 vLD99 vLD99.9

HD5a 1.2 � 0.2 1.8 � 0.2 2.1 � 0.2 3.2 � 0.5 0.53 � 0.02 1.1 � 0.07 2.0 � 0.1 3.6 � 0.3
R9A-HD5 3.0 � 0.3 5.2 � 0.2 6.4 � 0.3 9.4 � 1.7 0.74 � 0.2 2.7 � 0.8 9.2 � 0.6 37 � 6.9
S17A-HD5 0.78 � 0.2 1.5 � 0.5 2.0 � 0.5 2.7 � 1.2 0.67 � 0.2 1.4 � 0.4 2.8 � 0.8 4.0 � 1.0
E21A-HD5 0.62 � 0.1 1.0 � 0.2 1.5 � 0.03 1.6 � 0.002 0.41 � 0.1 0.72 � 0.02 1.0 � 0.2 1.9 � 0.5
E21I-HD5 0.66 � 0.2 0.98 � 0.3 1.7 � 0.6 2.5 � 1.0 0.48 � 0.09 1.1 � 0.3 1.7 � 0.6 2.2 � 0.7
MeGlu-21-HD5 1.2 � 0.03 1.9 � 0.2 2.9 � 0.1 3.1 � 0.01 1.2 � 0.5 3.3 � 1.2 10 � 2.7 20 � 3.4
I22A-HD5 0.88 � 0.07 1.4 � 0.03 1.8 � 0.2 2.4 � 0.4 0.85 � 0.04 1.5 � 0.02 4.1 � 0.4 9.1 � 1.0
Y27A-HD5 1.3 � 0.1 2.2 � 0.3 3.0 � 0.1 3.6 � 0.5 1.4 � 0.3 6.0 � 1.6 25 � 5.9 41 � 6.0
L29A-HD5b 1.8 � 0.1 5.3 � 1.4 11 � 0.6 12 � 0.07 �50 �50 �50 �50
L29Abu-HD5 2.0 � 0.4 3.7 � 0.9 9.7 � 1.3 16 � 3.4 12 � 3.6 �50 �50 �50
L29Nva-HD5 1.5 � 0.5 2.6 � 1.1 3.5 � 1.3 5.4 � 1.7 2.5 � 0.7 4.7 � 1.1 12.7 � 4.4 23 � 7.2
L29Nle-HD5 0.96 � 0.04 1.4 � 0.02 1.8 � 0.2 2.5 � 0.5 0.75 � 0.2 1.5 � 0.4 3.5 � 0.9 5.0 � 1.0
L29F-HD5 1.0 � 0.03 1.4 � 0.01 1.7 � 0.2 2.4 � 0.3 0.53 � 0.02 1.1 � 0.06 2.4 � 0.1 4.1 � 0.6
L29Bpa-HD5 3.6 � 0.7 4.9 � 0.9 6.3 � 0.5 9.9 � 1.8 2.2 � 0.05 4.9 � 0.08 8.1 � 1.1 12 � 0.2

a 12 observations for E. coli and nine observations for S. aureus.
b Three observations for E. coli and nine observations for S. aureus.
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canonical dimer of wild type HD5 (Fig. 6A and supplemental
Fig. S1). The basket-shaped dimer is formed by the interaction
of the long �2 strand of one monomer with the equivalent
strand of the other monomer to form a four-stranded antipar-
allel �-sheet and the interaction of the short �1 strand of one
monomer with the equivalent strand of the other monomer to
form a two-stranded antiparallel �-sheet (Fig. 6A). The four-
stranded sheet is stabilized by four backbone-backbone
H-bonds donated reciprocally by Val19 nitrogen and Glu21
nitrogen of one monomer to Glu21 oxygen and Val19 oxygen of
another, whereas the two-stranded sheet is maintained by two
reciprocal backbone-backbone H-bonds formed by Cys3 nitro-
gen and Cys5 oxygen. The L29Abu-HD5 dimer is additionally
stabilized through extensive hydrophobic interactions involv-
ing the side chain of Abu27 and the Cys3–Cys31 disulfide of one
monomer and the side chains of Ile22 and Tyr27 and the Cys5–
Cys20 disulfide of the oppositemonomer (Fig. 6A,middle). For-
mation of this dimer results in the average burial of more than
431 Å2 of molecular surface per monomer, which compares
with an average of 399 Å2 for the wild type HD5 dimer (Protein
Data Bank entry 1ZMP (48)). The slight increase in the average
value of the molecular surface buried within intermonomer
interactions of L29Abu-HD5 as compared with the wild type
dimer could be attributed to the presence of two, instead of one,
N-terminal H-bonds formed between Cys3 and Cys5. Pairwise
superposition of crystallographically independent dimers of
L29Abu-HD5 and wild type HD5 indicates extensive structural
conservation of all residues and results in an average distance
between equivalent atoms in a range of 1.7–2.0 Å.
Two structurally independent monomers of the asymmetric

unit of the L29Nle-HD5 crystal form a dimer that is topologi-

cally distinct from the “canonical” defensin dimer (Fig. 6B).
L29Nle-HD5 monomers are arranged in a parallel fashion and
form a four-stranded �-sheet by interaction of the �2 strand of
one monomer with the �1 strand of another monomer. The
dimerization is mediated through four hydrogen bonds
formed between the backbone atoms of Val19 and Glu21 of
the �2 strand and Ala1 oxygen, Cys3 nitrogen, Cys3 oxygen,
and Cys5 nitrogen of the �1 strand (Fig. 6B, left) and hydro-
phobic contacts involving the side chains of Ile22, Tyr27, and
Nle29 and Cysn1–Cysn2 disulfides of each monomer (Fig. 6B,
middle and right). The value of the molecular surface buried
within intermonomer interactions was found to be 427
Å2/monomer.

We examined the effects of the L29X substitutions in LF
binding and inhibition using wild type HD5 and L29A as refer-
ence controls (Fig. 7 and Table 1). For LF binding, the relative
binding affinities of the analogues ranked as follows, from low-
est to highest: L29A-HD5 � L29Bpa-HD5 � L29Abu-HD5 �
L29Nva-HD5 � L29Nle-HD5 � L29F-HD5 � HD5. Among
the L29X-HD5mutants, inhibition of LF activity was drastically
altered only for the L29Bpa-HD5 peptide (IC50 � 1027 � 112
versus 332 � 47 nM for wild type).

We tested the bactericidal capacity of the L29Abu, L29Nva,
L29Nle, L29F, and L29Bpa mutants (Fig. 3 and Table 2). L29F-
HD5 was more active than HD5 against E. coli in the region of
the virtual lethal doses and had activity against S. aureus similar
to that of HD5. L29Bpa-HD5 was notably less active against
both strains, with a vLD99.9 of 9.9 �M versus E. coli and 12 �M

versus S. aureus compared with HD5 with vLD99.9 values of 3.2
and 3.6 �M, respectively. L29Abu-HD5 had little activity
against S. aureus and less activity against E. coli than HD5.
L27Nva-HD5 was less active against both strains. L29Nle-HD5
was more active against E. coli in the region of the virtual lethal
dose values but less active against S. aureus in that region. In
summary, aliphatic chain length is directly proportional to
activity, and the single aromatic ring of phenylalanine gave bet-
ter activity than the very bulky biphenylalanine side chain.
MeGlu21-HD5 Crystallized as a Monomer and Had

Decreased LF Binding Activity, LF Inhibition, and Activity
against S. aureus but Not E. coli—MeGlu21-HD5 was tested for
its LF binding, LF-inhibiting, and antibacterial activity (Figs. 3
and 7 and Tables 1 and 2). MeGlu21-HD5 was less effective at
inhibiting LF compared with wild type, as evidenced by a more
than 2-fold increase in LF inhibition assay IC50, to 750 nM. LF
binding was reduced 2.5-fold as measured by SPR. Against
E. coli, MeGlu21-HD5 activity was similar to HD5. However,
against S. aureus, virtual lethal dose values differed by as much
as 6-fold, with a vLD99.9 of 20 �M for MeGlu21-HD5 compared
with 3.6 �M for HD5.

We determined the crystal structure of MeGlu21-HD5 at 1.7
Å resolution and found the overall structure of the monomer
not altered, presenting all of the previously identified secondary
structure elements and resembling very closely the wild type
HD5 (Fig. 5). Analysis of intermolecular contacts within the

FIGURE 4. The final 2Fo � Fc electron density maps of HD5 analogs. Maps are contoured at 1.5� and are displayed around the entire molecule (monomer)
of L29Abu-HD5 (top), L29Nle-HD5 (middle), and MeGlu21-HD5 (bottom). Side chains of Abu29, Nle29, and MeGlu21 and disulfide bonds are labeled.

FIGURE 5. Structural alignment of crystallographically independent
monomers of HD5 analogs and wild type HD5. Nine monomers present in
the asymmetric unit of L29Abu-HD5 (green) crystal were aligned with two
monomers of L29Nle-HD5 (violet), two monomers of MeGlu21-HD5 (yellow),
and four monomers of wild type HD5 (magenta) (Protein Data Bank entry
1ZMP (48)). Side chains of Leu29, Abu29, Nle29, and MeGlu21 are shown in
ball-and-stick representations, whereas backbone atoms are shown as ribbons.
The superposition of monomers shows an extensive structural conservation
of C� atoms with minor fluctuations in the loop connecting the �1 and �2
strands and the �2-hairpin region.
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MeGlu21-HD5 crystal unambiguously rules out the formation
of any quaternary structure. In this regard, monomers of
MeGlu21-HD5 closely resemble dimerization-impaired
MeIle20-HNP1 monomers (62). The MeGlu21-HD5 crystal
structure once again validates the utility of the employed
N-methylation method of the defensins’ design, forcing the
defensins to be represented in the crystal as monomers.

DISCUSSION

There are at least two distinct roles of hydrophobicity in
the mechanism of �-defensins. One is that an amphiphilic
structure is induced upon membrane binding with hydro-
phobic surfaces exposed for membrane penetration.
Another is that hydrophobicity maintains the dimeric inter-

FIGURE 6. Dimerization modes of HD5 analogs. Dimeric assemblies of L29Abu-HD5 (A) and L29Nle-HD5 (B) are shown as observed in the crystal and structural
alignment of L29Abu-HD5 and wild type HD5 dimers (A, right). Residues involved in dimer formation are shown in ball-and-stick representations. Main chain
hydrogen bonds and their distances are colored in magenta and blue, respectively.

FIGURE 7. LF binding and inhibition by HD5 and L29X mutants. A, representative binding kinetics of defensins, each at 200 nM, on immobilized LF (2500
response units) as determined by SPR. B, inhibition of LF activity by different concentrations of defensin. The data are averages of three independent enzyme
kinetic measurements, and the IC50 values are tabulated in Table 1.
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face between defensin subunits. Our results emphasize the
latter role.
Two biochemical underpinnings for defensin binding and

activity are electrostatic attraction and the hydrophobic effect.
The importance of positive charge in bacterial killing by
defensins and their murine orthologues the cryptdins, viewed
as essential for electrostatic interaction with the anionic bacte-
rial membrane, is experimentally well supported (53, 54, 64). In
further support, anionic residues in the pro-domain of crypt-
dins prevent their antibacterial activity (80–82), although
more recent studies point to hydrophobicity of the pro-domain
as the major factor governing the intramolecular functional
inhibition of proHNPs (29). Although the interplay of cationic-
ity and hydrophobicity clearly dictates defensin function, grow-
ing evidence suggests that the latter plays a dominant role in the
action of humanneutrophil�-defensinsHNP1 to -3 (61), which
are significantly less cationic than cryptdins or typical �-de-
fensins. The work described in this report on HD5 lends addi-
tional support to the findings seen with human neutrophil pep-
tides and underscores the importance of hydrophobicity for
human �-defensin function.
We find that C-terminal hydrophobic residues of HD5, and

in particular Leu29, are important for its bactericidal activity.
Substitution of Leu by Ala abolished S. aureus killing and
severely decreasedE. coli killing. The lost bactericidal activity of
L29A-HD5 against both strains progressively improved as the
hydrophobicity of residue 29 in L29X-HD5 (whereX represents
Abu, Nva, Nle, or Phe) increased, and both Nle and Phe were
improvements over Leu against E. coli. Similarly, L29A was the
most deleterious mutation for LF binding and inhibition by
HD5, and the L29F mutation fully rescued the lost function of
L29A-HD5 against LF. These results are in accordance with
those previously reported for W26X-HNP1 analogs (61).
Because both Trp26 (HNP1) and Leu29 (HD5) are bulky hydro-
phobic residues near the C termini of the respective defensins,
they point to hydrophobicity, rather than cationicity, as the
keystone of human �-defensin activity.

Members of the �-defensin family from several species
(human, mouse, rhesus macaque, rabbit, guinea pig, and rat)

commonly contain Leu or Phe at the position just before the
fifth and sixth cysteines (55), which corresponds to Leu29 of
HD5 or Phe28 of HNP1. Not surprisingly, in the previously pub-
lished Ala scanningmutagenesis of HNP1 (61), the F28Amuta-
tion was the second most deleterious for bactericidal activity
against S. aureus, next to W26A. However, because Tyr27 of
HD5 corresponds to Trp26 of HNP1, the question remains; why
is the Y27A mutation substantially less detrimental than the
L29A mutation in HD5 and the W26A or F28A mutation in
HNP1? The answer probably lies in differences in the mode of
dimerization between the two�-defensinsHNP1 andHD5 (Fig.
8) aswell as different hydrophobicities of Leu, Phe, Tyr, andTrp
residues.
Structural analysis of theHNP1 dimer indicates that Trp26 in

each monomer stacks against Tyr21, which, in turn, makes
hydrophobic interactions with Phe28 of the opposing mono-
mer, among others (62). The dimer is also stabilized by four
reciprocal backbone H-bonds formed by Thr18 and Ile20.
According to the Wimley-White whole-residue hydrophobic-
ity scale (water-octanol) (83, 84), Trp ismore hydrophobic than
Phe, with Tyr being the least hydrophobic among the three
aromatic residues. Thus, Trp26 and, to a lesser extent, Phe28
prominently mediate HNP1 dimerization, which strongly cor-
relates with defensin activity (61, 62). Compared with HNP1,
however, theC terminus ofHD5 is significantlymore polar, and
the only aromatic residue in the region, Tyr27 (corresponding to
Trp26 in HNP1), does not directly participate in dimer forma-
tion as shown in the crystal structure of HD5 (48). In fact, the
dimer interface of HD5 is formed mainly by Ser17, Leu29, and
the Cys3–Cys31 disulfide bond of one monomer, which pack
against the Cys5–Cys20 disulfide bond and Ile22 of the opposing
monomer. On theWimley-White whole-residue hydrophobic-
ity scale, Leu is still more hydrophobic than Tyr, albeit less than
Phe and Trp (83, 84). It is therefore not surprising that Leu29
was found to be more important than Tyr27 for HD5 function
despite the fact that the latter andTrp26 ofHNP1 occupy equiv-
alent positions in the amino acid sequences. Of note, the differ-
ence in hydrophobicity between Leu and Trp may provide a
ready explanation for the finding that W26A-HNP1 showed a

FIGURE 8. Comparison of HD5 and HNP1 dimers. Dimers were aligned based on monomer A and colored pink (HD5, Protein Data Bank entry 1ZMP (48)) and
cyan (HNP1, Protein Data Bank 1GNY (52)). Backbone atoms are shown as ribbons (left) and rotated 45° to show details of the dimer interface (right). Side chains
of residues involved in hydrophobic packing are shown as sticks. H-bonds stabilizing monomer-monomer associations are shown as dashes and colored in blue
(HD5) and in magenta (HNP1). Note that canonical dimers of HD5 and HNP1 are symmetric and stabilized by two sets of hydrophobic interactions contributed
by the equivalent residues of two monomers. Here only one set is shown for clarity.
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greater decrease in LF binding and inhibition than L29A-HD5
compared with the respective wild type peptides.W26A-HNP1
decreased the inhibition of LF enzymatic activity 19-fold com-
pared with wild type HNP1, whereas L29A-HD5 decreased the
inhibition of LF activity only 5-fold compared with HD5.
As is the case with Trp26 inHNP1, the functional importance

of Leu29 probably stems from its prominent role in mediating
HD5 dimerization, contributed additionally by four reciprocal
intermolecular backbone-backbone H-bonds involving Val19

and Glu21. This has been confirmed at both the structural and
functional levels by methylation of the Cys20–Glu21 peptide
bond to debilitate HD5 dimerization. In fact, MeGlu21-HD5
crystallized as an obligate monomer, and its bactericidal activ-
ity against S. aureus and inhibition of LF were attenuated in a
similar way to the corresponding mutant of HNP1, MeIle20-
HNP1, as was recently reported (62). However, the deleterious
effects of HD5 methylation at Glu21 are much smaller than
those seen with MeIle20-HNP1. The decrease in activity of
MeGlu21-HD5 compared with HD5 was 6-fold against
S. aureus, as measured by vLD99.9. By contrast, MeIle20-HNP1
did not achieve 99 or 99.9% killing of S. aureus, resulting in
vLD99 and vLD99.9 values of �50 �M. Similarly, although
MeIle20-HNP1 had an 11-fold greater IC50 than HNP1 with
respect to LF inhibition, MeGlu21-HD5 had only a 2-fold
increase in IC50 (750 nM) compared with HD5 (332 nM). Thus,
dimerization appears to be functionally more important for
HNP1 than HD5.
Compared with HNP1, the attenuated functional effects of

the L29A mutation and Glu21 methylation in HD5 probably
underscore differences in the mode of dimerization between
HNP1 and HD5. In contrast to the HNP1 dimer, which is sta-
bilized by only four reciprocal intermolecular backbone-back-
bone H-bonds, the HD5 dimer is stabilized additionally by one
H-bond formed by the N-terminal backbone atoms of Cys3.
This additional H-bond contributes significantly to the solva-
tion energy gain of the interface. These differences of dimeriza-
tion features are well revealed by structural studies of L29Abu-
HD5 and the previously published W26Abu-HNP1 (61). The
W26Abu mutation caused little change to HNP1 tertiary and
quaternary structures except for an increased local structural
mobility of Tyr21 at the dimer interface (61). By contrast, the
L29Abu mutation slightly increased the surface area buried at
the dimer interface of HD5 due to enhanced intermolecular
interactions of N termini accompanied by a conformational
adjustment. This subtle but favorable structural change pre-
sumably offsets, at least partially, the deleterious mutational
effects of L29Abu at the functional level. These structural find-
ings also suggest thatmolecular defects at the dimer interface of
HD5 may be functionally tolerable. Indeed, the L29Nle muta-
tion caused a dramatic switch of the HD5 dimer from the
(canonical) anti-parallel mode to a (non-canonical) parallel
mode to avoid steric clashes at the dimer interface involving the
elongated side chains of Nle-29. Despite this marked change in
the mode of dimerization, L29Nle-HD5 had S. aureus-killing
and LF-inhibiting/binding activities comparable with the wild
type defensin HD5. Of note, in contrast to HNP1, structural
plasticity seen in HD5 dimerization presumably makes it diffi-

cult to accurately predict its activity on the basis of its tendency
to dimerize, oligomerize, or multimerize.
Leu-Leu interactions appear in protein motifs that stabilize

dimeric structures, such as Leu-rich repeats (85) and Leu zip-
pers (86), to achieve specific binding to ligands such as DNA.
This general hydrophobic property of Leu is exploited in HD5
on amuch smaller scale, where a pair of Leu29 side chains inter-
act indirectly through the hydrophobic patch of the dimer
interface. Changing Leu29 to Ala might have thermodynamic
consequences similar to those of Leu-to-Ala substitutions that
cause cavities within the hydrophobic core of T4 lysozyme (87,
88) or Leu zippers (89). The “cavities” in the case of L29A-HD5
would lie at the dimer interface, where the absence of the van
der Waals contacts of the bulky Leu side chain might greatly
decrease its hydrophobic surface area or eliminate dimerization
altogether. Quite possibly, the Abu side chain might be the
shortest permissible that provides sufficient hydrophobicity.
Indeed,mutating Leu29 to the smaller and less hydrophobic Ala
caused aggregation and misfolding, which was only alleviated
through the chaperone-like pro-peptide. Replacing Leu29 with
larger hydrophobic side chains, however, resulted in produc-
tively folded peptides. The series of L29Xmutations of increas-
ing hydrophobicity had self-association and activity propor-
tional to side chain size with the exception of the extremely
bulky Bpa. The results with Bpa indicate that there is a limit to
the beneficial effect of hydrophobicity; a side chain much bulk-
ier than that of Leu apparently cannot be accommodated by the
defensin dimer without steric clashes.
Finally, unlike S. aureus, E. coli killing by HD5 or HNP1 was

more sensitive to the change in cationicity thanhydrophobicity.
Moreover, MeGlu21-HD5 activity was comparable with HD5
activity against E. coli, indicating that E. coli killing is indepen-
dent of defensin dimerization. We and others have shown that
a number of Gram-negative bacterial strains can be killed effec-
tively independent of �-defensin structure and chirality (1).
The present study further underscores the mechanistic differ-
ence in the bactericidal activity of�-defensins against these two
bacterial strains, one mediated by achiral electrostatic attrac-
tions, such as to membrane phosphate groups, and the other
mediated partially by hydrophobic interactions that result in
specific binding tomolecules, such as lipid II. Thus, strain selec-
tivity could be explained by differences in defensin binding as it
relates to the physiology of the bacterial cell wall and inner or
outer membranes.
In summary, the results obtained from the comprehensive

alanine scanningmutagenesis and the series of L29Xmutations
have identified hydrophobicity as the dominant functional
trait, more important than cationicity (as shown by the selec-
tion of L29A over arginine mutations) and even more impor-
tant than canonical dimerization (as shown by the relatively
mild effects of monomerization in the MeGlu21-HD5 mutant
and the reorientation of the quite functional L29Nle-HD5
dimer). Disrupting dimerization appears to be less deleterious
for HD5 than for HNP1, which also forms multimers that have
been modeled to be governed by Ile20 and Leu25 (62). Despite
the variation in the importance of quaternary structure among
the human �-defensins, hydrophobicity-mediated �-defensin
dimerization, oligomerization, and multimerization appear to
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be an overriding molecular event that governs the great variety
of biological activities of these multifunctional peptides.
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